ABSTRACT Two experiments of similar design were conducted with male broiler chickens over two body weight ranges, 200 to 800 g in Experiment 1 and 800 to 1,600 g in Experiment 2. The data were used to test the hypothesis that protein deposition rate increases (linearly) with increasing amino acid intake, until energy intake becomes limiting for protein deposition rate. Additional amino acid intake above this point would be deposited less efficiently. An increase in energy intake would increase lipid deposition rate, but should, at low amino acid intakes, not affect protein deposition rate. Each experiment consisted of 18 treatments: two levels of proteinfree energy (energy pf ) intake, combined with nine amino 
INTRODUCTION
The rate at which broiler chickens grow, and the composition of the growth, is determined in large part by their intakes of amino acids and energy. The major costs of feeding are those of supplying amino acids and energy. It follows that amino acids and energy are the most important nutrients to be considered in the design of feeding strategies. To do this, some way of predicting the responses of growth rate and body composition to these nutrients is needed. Whittemore and Fawcett (1976) proposed that dietary protein will be preferentially used for protein deposition, unless energy availability or other factors (genotype or environment) become limiting. Moughan and Verstegen (1988) used the same idea in their model. The key assumption is that, where protein intake is limiting, protein deposition rate will not increase with additional energy intake. The idea has experimental support in pigs (Campbell and 2002 Poultry Science Association, Inc. Received for publication June 27, 2001 . Accepted for publication November 5, 2001. 1 To whom correspondence should be addressed: ruud.eits@ nutreco.com. 472 acid to energy pf ratios. Protein was balanced for amino acid content and lysine was the first limiting amino acid in the diet.
Protein deposition rate increased with additional amino acid intake. No evidence was found that energy pf intake limited protein deposition rate at high amino acid intake. Extra intake of energy pf increased lipid deposition rate, which was independent of amino acid intake. Where amino acid intake was limiting, additional intake of energy pf had generally no effect on protein deposition rate. The marginal efficiency of amino acid utilization for protein deposition did not depend on body weight. The facts are relevant to the modeling of the growth of broiler chickens. Taverner, 1988; Bikker, 1994) but seems less valid for preruminant calves (Gerrits et al., 1996) . To the authors' knowledge, there is hardly any experimental evidence that is relevant to the testing of the idea in broiler chickens. The objective of this study was to investigate the separate effects of amino acid and energy intakes on the rates of protein and lipid deposition in the different body components of young broiler chickens. The main purpose was to test whether, at amino acid intakes that were limiting, energy intake would have any effect on protein deposition rate in broiler chickens. Energy intake was kept constant on a protein-free basis in an attempt to make energy and amino acid intakes independent of each other.
The hypotheses proposed were, that (1) for broiler chickens between 200 and 1,600 g BW, protein deposition rate would increase (linearly) with increasing amino acid intake, until energy intake would become limiting; (2) additional amino acid intake above this point would be deposited less efficiently; and (3) an increase in energy intake would increase lipid deposition rate, but would not, at limiting amino acid intakes, affect protein deposition rate.
MATERIALS AND METHODS
Two experiments of similar design were performed with male broiler chickens over two BW ranges, 200 to 800 g in Experiment 1 (EXP1) and 800 to 1,600 g in Experiment 2 (EXP2). The 1-d-old chicks for EXP1 and EXP2 were hatched on the same day and were housed in the same house.
Birds and Housing
One hundred forty-three 10-d-old male broiler chickens from a commercial strain 2 were individually housed in floor pens (1.0 by 0.36 m) on wood shavings. Temperature was gradually decreased each day from 26 C at Day 10 to 19 C at Day 42, at which level it was then held. Lighting was 16 h of light and 8 h of darkness.
Experimental Design
The birds were assigned to 143 floor pens; three blocks of 21 pens (EXP1) and four blocks of 20 pens (EXP2), according to a randomized block design. Each block consisted of one replicate for each of the 18 treatments and, in addition, three (Exp1) or two (Exp2) ad libitum fed control birds. These control birds were used to estimate the intrinsic maximum protein deposition rate of the birds. Within blocks, variation in initial BW was minimized by allocation of birds based on BW. For the first 10 d of age, all broilers were housed in groups of 20 per pen. Both experiments had 18 controlled feeding treatments: two levels of protein-free digestible energy supply (energy pf at 1.7 and 2.1 times estimated maintenance) combined with nine levels of amino acid supply [3.3, 3.8, 4.3, 4.5, 4.8, 5.0, 5.3, 5.7, and 6.2 (EXP1) and 3.2, 3.6, 4.1, 4.3, 4.6, 4.8, 5.0, 5.4 and 5.9 (EXP2) Tables (Dutch Feeding Tables, 2000) . The estimation of AME requirement for maintenance [108 kcal per kg metabolic BW (kg 0.75 ) per d] came from the literature (Zoons et al., 1991) . The low and high levels of energy pf supply corresponded with, respectively, about 70 and 83% of the mean energy pf intake of the ad libitum fed birds, in both experiments. On the basis of the composition of ideal protein proposed by Baker et al. (1993) , all essential amino acids were supplied at levels of at least 115% of that of lysine. It was then assumed that the responses to amino acid intake in this trial reflected a response to lysine as the first limiting amino acid.
Proteins, carbohydrates and fats differ in their ATP yield per Mcal AME (see Gerrits et al., 1996) . Therefore, in order to standardize the intake of energy available for maintenance and growth among the different amino acid intake levels as much as possible, energy intake was kept constant on a protein-free basis and the ratio between digestible carbohydrates and digestible fats was kept constant. The energy pf supply was estimated from the intakes of apparently digestible crude fat (9.28 kcal/g) and apparently digestible carbohydrates (4.14 kcal/g) (Dutch Feeding Tables, 2000) .
From Days 0 to 10, all birds received a commercial starter diet (crumble) for ad libitum intake. Water was provided ad libitum throughout. The ad libitum fed birds in EXP1 and EXP2 had ad libitum access to the feed with the amino acid level of 4.6 g apparently digestible lysine per Mcal energy pf . This diet was also given ad libitum to the birds of EXP2, from Day 10 until about 800 g BW. All restrictedly fed birds were fed twice per day.
Each of the experimental feeds was made by mixing the two basal feeds (the 'energy' and 'protein' feed; 3 mm pellet; Table 1 ) in different ratios. The two levels of energy pf intake were achieved by having two levels of allowance of each of the mixtures.
Weighing Procedures
In order to calculate individual daily feed allowances, all birds were weighed three times a week and each time, their gain was predicted on basis of linear extrapolation for the next 2-or 3-d period.
As weights approached 800 (EXP1) or 1,600 g (EXP2), the broilers were weighed twice daily just before feeding. They were killed when their BW exceeded 770 or 1570 g in EXP1 and EXP2, respectively. In EXP2, three (out of four) birds per treatment group were dissected. The fourth bird was a spare one in case of mortality.
Dissection Procedures, Chemical Analyses, and Calculations
Birds were weighed, killed with an injection of 0.2 mL T61 3 in the wing vein and stored at 2 C for a maximum period of 7 d. The birds were not bled. At dissections, each bird was weighed, plunged into water of 60 C for 1 min, defeathered, dried and weighed again for calculation of the weight of feathers by difference. Afterwards, the esophagus, trachea, proventriculus, gizzard, intestines, heart, liver, gall bladder, kidneys, lungs, spleen and bursa of Fabricius were dissected from the body. These organs were defined as the 'organ fraction.' The remaining body, including the abdominal fat pad, formed the 'carcass fraction.' The gastrointestinal tract was stripped of its contents. The carcass and organ fractions were weighed, homogenized in a blender and frozen.
The carcass and organ fractions of each bird were analyzed in duplicate for dry matter, lipid, ash and nitrogen, according to ISO standards 1442 ISO standards (1973 ISO standards ), 1444 ISO standards (1973 ISO standards ), 936 (1978 , and 937 (1978), respectively. On average, 98.6% Tables, 2000) . Apparently fecal digestible for poultry (Dutch Feeding Tables, 2000) .
(SE 0.35) of the dry matter was accounted for by the sum of lipid, ash and N × 6.25. The small residual would be expected to be largely glycogen. Diets were analyzed for dry matter, lipid, ash and nitrogen, according to ISO 6496 (1983 ISO 6496 ( ), 6492 (1985 ISO 6496 ( ), 5984 (1978 ISO 6496 ( ), and 5983 (1979 , respectively, also from the International Organization for Standardization. Protein in these samples was calculated as N × 6.25.
The total deposition of protein or lipid in the three fractions, carcass, organs and feathers, was calculated for each bird as the difference between the amounts at the start and at slaughter. The amounts at the start were estimated from the initial BW of the bird and the mean body composition of the reference group. The reference group for EXP1 consisted of seven broilers slaughtered at Day 10. The reference group for EXP2 consisted of the broilers fed ad libitum in EXP1, slaughtered at 800 g BW. Deposition rates were calculated as total deposition divided by the length of the experimental period. The protein content of the feathers was taken as 43.8%, based on Hancock et al. (1995) . The increase in protein content of the feathers with age (Hancock et al., 1995) was considered to be negligible over the range used here. Daily lysine intake for each bird was calculated from the individual feed consumption and total lysine content of their experimental diet.
Analyses of Data
To test for the existence of a diphasic linear response in the relation between amino acid intake and protein and lipid deposition rate, a diphasic linear model was compared with a monophasic linear model. The diphasic linear model was derived from Koops and Grossman (1993) :
where Y = protein or lipid deposition rate, a = intercept, b 1 = slope of the first linear phase, X = average daily lysine intake of individual bird, b 2 = slope of second linear phase, c = point of transition for the independent variable. In this model there is a sharp transition from the first to the second linear phase. The monophasic linear model was as follows:
where Y = protein or lipid deposition rate, a = intercept, b = slope and X = average daily total lysine intake of individual bird. 
where Y = rate of protein or lipid deposition, µ = average of Y at X = X aver , B i = fixed effect of block i, E j = fixed effect of energy pf intake level j, β 1 = effect of amino acid intake level (regression coefficient), β 2j = interaction between amino acid level and energy pf intake level (difference in regression coefficients between the two energy pf intake levels), X jk = average daily lysine intake of bird k at energy pf intake level j, X aver = average experimental daily lysine intake (0.60 and 1.20 g/d in EXP1 and 2, respectively), i = 1…3 (EXP1) or 1…4 (EXP2), j = 1, 2 and k = 1…27.
The effect of BW range on the linear relation between amino acid intake and protein deposition rate was analyzed according to the following model:
where Y = rate of protein deposition, µ = average of Y at X = X aver , BW i = fixed effect of BW range i, β 1 = effect of amino acid intake level (regression coefficient), β 2j = interaction between amino acid level and BW range (difference in regression coefficients between the two BW ranges), X ij = average daily lysine intake of bird j at BW range i, X aver = average daily lysine intake in EXP1 and 2 (0.90 g/d), i = 1,2, and j = 1…54.
Nonlinear (Levenberg-Marquardt algorithm; Moré, 1977) and linear (GLM; SPSS, 1999) regression procedures were used to analyze the data.
RESULTS
The data of one bird in EXP1 and of three birds in EXP2 were omitted from the analyses due to sickness. As an indication of performance of the restrictedly fed birds, the following data are given. Average BW at the start of creased and feed conversion ratios decreased with increasing intakes of amino acids or energy or both.
Protein Deposition Rate
Effects of Amino Acid and Energy pf Intake. Data on protein deposition rates in the carcasses are presented in Figure 1 . In the carcass, but also in other body parts (Table  2) , protein deposition rate increased with increasing amino acid intake, in both EXP1 and EXP2.
Parameter estimates for the diphasic model [1] are presented in Table 3 . Model [1] did not provide a significantly better fit to the experimental data than did model [2] , in either experiment (Table 3 ). There is thus no support for the existence of a diphasic response in protein deposition rate, including a phase with a lower efficiency of protein deposition at high amino acid intake levels. At the high Interaction exists if the effect of amino acid intake (expressed as the regression coefficient of the linear relation between amino acid intake and rate of protein deposition) differs for the low and high protein-free energy intake levels.
2
Low and high protein-free energy intake levels were 1.7 × M and 2.1 × M, respectively (M = energy for maintenance). Probability for test on effect of protein-free energy intake; NS: P > 0.10.
6
Probability for test if the regression coefficient of the linear relation between amino acid intake and rate of protein deposition, averaged over protein-free energy intake levels, equals zero.
7
Values represent regression coefficients of the linear relation between amino acid intake and rate of protein deposition.
8
Probability for test if a significant interaction exists between amino acid intake and protein-free energy intake; NS: P > 0.10. level of energy pf intake in EXP1, model [1] did not converge.
The effects of energy pf and of amino acid intakes on protein deposition rate are given in Table 2 . Energy pf intake level generally had no significant (P > 0.05) effect on protein deposition rate, either in total body or in carcass, feathers or organs. Thus, at limiting amino acid intakes, protein deposition rates were usually not increased with additional energy pf intake. For total body and carcass in 
where Y = rate of protein deposition (g/d), a = intercept, b1 = slope of the first phase, b2 = slope of the second phase, c = point of transition for the independent variable, and X = total lysine intake (g/d).
2 Low and high = 1.7 × M and 2.1 × M energy intake level, respectively (M = energy for maintenance). The diphasic function did not converge for these data. EXP1, however, protein deposition rate, at limiting amino acid intakes, tended to be higher with the higher energy pf allowance (P < 0.10). In EXP1 the difference in protein deposition rate in the total body between the two levels of energy pf allowance was on average 5% (Table 2 ). In EXP2, this difference was numerically similar to EXP1, but was not significant either.
There was no interaction between the supplies of amino acids and energy pf on protein deposition rate in total body, carcass, feathers or organs (Table 2) . In other words, energy pf intake did not significantly influence (P > 0.05) the increase of protein deposition rate (regression coefficient) with increasing amino acid intake.
The average daily lysine intake of the ad libitum fed birds was 0.75 g/d (SE 0.03) in EXP1 and 1.55 g/d (SE 0.04) in EXP2, with protein deposition rates in the carcass of 6.08 g/d (SE 0.13) in EXP1 and 11.14 g/d (SE 0.49) in EXP2. Protein deposition rates in total body were 7.85 g/ d (SE 0.17) in EXP1 and 14.3 g/d (SE 0.61) in EXP2.
Effects of Body Weight Range. Data on the protein deposition rate in total body at the two BW ranges (EXP1 and EXP2 together) are presented in Figure 2 . Data in Figure 2 shows that the relationship between protein deposition rate and amino acid intake is highly similar for the two BW ranges. In other words, at limiting amino acid intake, protein deposition rate seems independent of BW and to be determined solely by amino acid intake. This conclusion would imply that the regression coefficient (i.c. the marginal efficiency of amino acid utilization for protein deposition) and the level of protein deposition rate at a given amino acid intake level, in Figure 2 are not different between BW ranges. The marginal efficiency of protein deposition, defined as the increase in protein deposition rate with each additional unit of amino acid intake, was indeed not different (P > 0.10) between the two BW ranges (9.49 vs. 9.66 g protein per gram lysine for EXP1 and 2, respectively). The level of protein deposition rate at a given amino acid intake was also not different (P > 0.10) between the two BW ranges. Estimated protein deposition rates at 0.90 g lysine intake per d were 9.02 and 8.86 g/d for EXP1 and 2, respectively. If determined at amino acid intake levels much higher or lower than 0.90 g lysine per d, the level of protein deposition rate may be significantly different for the two BW ranges, given the numerical difference (NS) in marginal efficiency of protein deposition between BW ranges. Total efficiency FIGURE 2. Protein deposition rate (g/d) in total body of male broiler chicks, as a function of amino acid intake (total lysine as reference; g/ d), at two BW ranges (Experiment 1: 200 to 800 g; Experiment 2: 800 to 1,600 g). Error bars represent standard errors; n = three replicates. of protein deposition, defined as protein deposition in total body divided by total lysine intake, was on average higher (t-test; P < 0.01) at the lower BW range than at the higher BW range (10.43 vs 9.88 g protein per gram lysine).
Lipid Deposition Rate
Results on the lipid deposition rates in carcass are summarized in Figure 3 . Model [1] did not converge for lipid deposition rate. Thus, there was no evidence for the existence of a diphasic response in lipid deposition rate.
The effects of energy pf and amino acid intake level on lipid deposition rate are given in Table 4 . Lipid deposition rate was independent of amino acid intake. Level of lipid deposition rate was higher (P < 0.001) at the higher intake of energy pf : 3.29 vs 1.87 g/d (EXP1) and 8.34 vs 5.09 g/ d (EXP2) lipid deposition in carcass and organs for high and low energy pf supply, respectively (Table 4 ). The ef- Interaction exists if the effect of amino acid intake (expressed as the regression coefficient of the linear relation between amino acid intake and rate of lipid deposition) differs for the low and high protein-free energy intake levels.
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Low and high protein-free energy intake levels are 1.7 × M and 2.1 × M, respectively (M = energy for maintenance). Probability for test on effect of protein-free energy intake.
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Probability for test if the regression coefficient of the linear relation between amino acid intake and rate of lipid deposition, averaged over protein-free energy intake levels, equals zero; NS: P > 0.10.
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Probability for test if a significant interaction exists between amino acid intake and protein-free energy intake; NS: P > 0.10. fects of amino acid and energy pf supply on lipid deposition rate were similar for carcass and organs.
Lipid deposition rates in carcass of the ad libitum fed birds were 5.56 g/d (SE 0.18) and 11.85 g/d (SE 0.66) in EXP1 and 2, respectively. These rates of lipid deposition are much higher than the lipid deposition rates of the restrictedly fed birds with the higher energy pf supply (Figure 3) , in both EXP1 and EXP2. In total body, lipid deposition rates of the ad libitum fed birds were 5.88 g/ d (SE 0.20) and 12.3 g/d (SE 0.65) in EXP1 and 2, respectively.
DISCUSSION

Amino Acid Intake and Protein Deposition Rate
Part of the hypothesis for this study was that protein deposition rate increases (linearly) with increasing amino acid intake, until energy intake becomes limiting for protein deposition rate. Additional amino acid intake above this point would be deposited less efficiently. Thus, a diphasic response in protein deposition rate was expected. In accordance with this hypothesis, diphasic response curves were found (Table 3) , estimated by means of a diphasic model. However, the diphasic model did not fit the data significantly better than a monophasic model. Therefore, there was no statistical evidence that energy pf intake had been limiting protein deposition rate at high amino acid intakes.
The power of the statistical test discriminating between the diphasic and monophasic model was low, which could have contributed to the failure to find a significant diphasic response. First, there were only two or three treatments (see Figure 1) above the estimated point of transition (Table 3) . As a consequence, the SE's of the estimated regression coefficients of the second phase were quite high (Table 3) . Secondly, the difference in regression coefficients between the first and second phase of the diphasic model was relatively small. In our study, protein deposition rate did not reach a plateau, but continued to increase with increasing protein intake, although with a lower efficiency in the second phase than in the first phase. In contrast, trials of similar design have been reported (e.g. Bikker, 1994) where protein deposition rates reached a maximum (a plateau) at a certain protein intake. In such trials, the difference between the diphasic and monophasic model is more likely to be significant than in our study.
In the study of Bikker (1994) , a plateau was found in protein deposition rate at high protein intakes, where energy intake became limiting. In his study, total AME intake, and not energy pf intake, was kept constant among amino acid intake levels. In our study, with constant energy pf intake, total AME intake increased with increasing amino acid intake. Consequently, protein deposition rate was less likely to become limited by energy intake.
Another possible reason exists for the absence of a significant diphasic response in protein deposition. Lipid deposition rate was not affected by increasing amino acid intake, at a constant energy pf intake. Besides, daily maintenance requirement for energy was, most likely, not affected either by the increased amino acid intake, at constant energy pf intake, because average body weight dur-ing the experiment was not different between treatments. Protein deposition rate, however, significantly increased with increasing amino acid intake, at constant energy pf intake. These findings suggest that the energy required for additional protein deposition seems to have been supplied completely by (the partial oxidation of) the additional intake of amino acids. From this reasoning, it follows that energy pf intake may have not been limiting protein deposition rate at all, not even at the highest amino acid intakes.
Even in perfectly balanced diets, some amino acid oxidation is inevitable (Millward et al., 1990) . However, in our study, amino acid oxidation was further increased due to the deliberate imbalance in dietary protein. All essential amino acids were supplied at levels of at least 115% of that of lysine. It follows that the oxidation of the amino acids was probably relatively high in our study.
Energy pf Intake and Protein Deposition Rate
At limiting amino acid intake, additional energy pf intake had generally no effect on protein deposition rate. This latter fact is accordance with several pig studies (e.g. Black et al., 1986; Kyriazakis and Emmans, 1992; Susenbeth et al., 1999 ) in which energy intake had no effect on protein deposition if protein intakes were limiting. In contrast, in a similar study with preruminant calves, additional energy pf intake significantly increased protein deposition rates, although protein intake was limiting (Gerrits et al., 1996) .
With young broiler chicks (EXP1), increasing the intake of energy pf , at limiting amino acid intake, tended to increase protein deposition rate in total body and carcass. An explanation for this could be a 'protein-sparing' effect of additional energy pf intake. Additional intake of carbohydrates may increase insulin levels in the blood, which may reduce amino acid oxidation (Hourani et al., 1990) , leaving more amino acids for protein deposition. On the other hand, the data as presented in Figure 1 do not really support the idea of a systematic effect of energy pf intake on protein deposition rate in carcass. Taking together, at limiting amino acid intakes, additional energy pf intake had generally no effect on protein deposition rate.
Birds Fed Ad Libitum
Protein deposition rates of the restrictedly fed birds at the highest level of energy pf and amino acid intake were in the same range as the protein deposition rates of the ad libitum fed birds. If it is assumed that the ad libitum fed birds grew according to their intrinsic maximum protein deposition rate, these facts suggest that the highest protein deposition rates of the restrictedly fed birds may have been close to their intrinsic maximum. Lipid deposition rates of the ad libitum fed birds were higher than the lipid deposition rates of restrictedly fed birds with similar protein deposition rates. This difference in lipid deposition rates is probably related to a difference in dietary protein to energy ratio.
Body Weight and Protein Deposition Rate
The partitioning of protein in the body among carcass, organs and feathers was different between BW ranges. For example, the proportion of total protein deposition that was deposited in organs decreased with increasing BW (results not presented). However, the marginal efficiency (= the increase in protein deposition rate with each additional unit of amino acid intake) of protein deposition in total body was independent of BW. Thus, the difference in growth composition between BW ranges did not significantly modify the efficiency by which the dietary amino acids (above maintenance) were deposited in the body.
In contrast to the marginal efficiency, total efficiency (= total protein deposition divided by total lysine intake) of protein deposition (which includes maintenance losses) was significantly decreased with increasing BW. In EXP2, total efficiency of protein deposition in total body was 5% lower than in EXP1. Similarly, Susenbeth et al. (1999) found that, at a given intake of lysine as the first limiting nutrient, protein deposition rate in pigs decreased with increasing BW. At 77 kg BW, protein deposition rate was 5% lower than at 44 kg BW. The results of their and our study indicate that, if lysine intake is first limiting, maintenance requirement for lysine increases with BW. Absolute levels of maintenance requirement for lysine are low. In our study, the marginal efficiency of lysine for protein deposition was similar, or even lower, than the total efficiency. Based on this observation, estimated maintenance requirements for lysine are close to zero, or even negative. In the review of Susenbeth (1995) , estimated maintenance requirements for lysine in pigs were not different from zero. In their and our study, maintenance requirements were estimated at zero protein retention. It is recognized, however, that using zero lysine retention as a parameter leads to much higher estimates of maintenance requirements (Emmert and Baker, 1997) , which suggests that lysine needs for maintenance may be substantially higher than estimated by Susenbeth (1995) and in our study. Nevertheless, the estimated differences in maintenance requirement for lysine between BW ranges caused differences in protein deposition, at a given amino acid intake, that can not be ignored.
In our study, nearly all lysine intake levels in EXP2 were higher than in EXP1 (Figure 2 ). The effect of BW on total, and marginal, efficiency of amino acid utilization needs to be validated with data with more overlap in amino acid intake levels for the different BW ranges.
Conclusions
Protein deposition rate increased with additional amino acid intake. No evidence was found that energy pf intake limited protein deposition rate at high amino acid intake. Extra intake of energy pf increased lipid deposition rate, which was independent of amino acid intake. Where amino acid intake was limiting, additional intake of energy pf had generally no effect on protein deposition rate. The marginal efficiency of amino acid utilization for protein deposition did not depend on body weight. The facts are relevant to the modeling of the growth of broiler chickens.
